1 H spectrum (top). The mixture contained 100 μM bovine serum albumin (BSA), 2 mM L-tryptophan (binder) and 2 mM sucrose (non-binder) in 90% H2O and 10% D2O. Selective on-resonance irradiation was applied at 4.7 ppm. The mixing time was 1 second and the relaxation delay was 2 seconds. The non-binder exhibits positive NOE, and the protein and the binder exhibit negative NOE. For better visualisation, positive NOE is usually phased negative and negative NOE is phased positive.
Supplementary Figure S2 : The red curve was obtained with waterLOGSY at different ligand concentrations in the presence of the protein (i.e. both positive and negative NOE). The mixture contained 25 μM human serum albumin (HSA) and 0.2-3.25 mM L-tryptophan (binder) in 50 mM sodium phosphate buffer (pH 7.5) at 90% H2O and 10% D2O. The blue curve (control) was obtained with waterLOGSY at different ligand concentrations in the absence of the protein (i.e. positive NOE). The orange curve is the corrected waterLOGSY binding isotherm, which is obtained by subtracting the blue curve from the red curve.
Selective on-resonance irradiation of water protons was applied at 4.7 ppm. The mixing time was 1 second and the relaxation delay was 15 seconds. The errors shown are the standard error from three separate measurements. tryptophan (binder) in 50 mM sodium phosphate buffer (pH 7.5) at 90% H2O and 10% D2O.
The blue curve was fitted with the model proposed by Taira and Terada, which takes nonspecific binding to serum albumin into account, and the red dotted curve was fitted with the standard 1:1 binding model, which does not take non-specific binding into account. The errors shown are the standard error from three separate measurements. 
